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Figure 1: Dibenzyl-pbutyrolactone-type lignans isolated from W. indica (1-6) and
T. asiaticum (1%-3%).
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Then, we evaluated the in vitro preferential cytotoxic activity of all
of the isolated compounds against human pancreatic cancer PANC-
1 cells in nutrient-deprived medium (NDM) (Figure 2). The PANC-
1 cell line is highly resistant to nutrient starvation, and can survive
in NDM even after 48 h of starvation [6-8]. This tolerance to
nutrient starvation was reported to be eliminated by (-)-arctigenin
and (-)-matairesinol [8,9]. As reported, (-)-enantiomers [(-)-
arctigenin (1*), (-)-matairesinol (2*), and (-)-trachelogenin (3%)],
which have the (2R,3R)-absolute configuration, exhibited
preferential cytotoxicity in a concentration-dependent manner with
PCso values of 0.54, 6.82, and 5.85 uM, respectively. However, the
corresponding (+)-enantiomers [(+)-arctigenin (1), (+)-matairesinol
(2), and (+)-trachelogenin (3)], which have the (2S,3S)-absolute
configuration, showed no cytotoxicity both in NDM and in nutrient-
rich medium (DMEM). Likewise, other (+)-enantiomers [(+)-
nortrachelogenin (4), (+)-hinokinin (5), and (+)-kusunokinin (6)]
having the 28S,3S absolute configuration also exhibited no
cytotoxicity. Thus, the (2R,3R)-absolute configuration of (-)-
enantiomers should be-important for the preferential cytotoxicity.
Likewise, none of the other isolated constituents revealed
preferential cytotoxicity.
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Figure 2: Effects of both enantiomers of arctigenin, matairesinol, and trachelogenin on
cell survival in the PANC-1 cell line under either DMEM ( @) or NDM (@) condition.
Data, mean from triplicate experiments. The cell number at the start of the starvation
was considered to be 100%. The numbers 1-3 and 1*-3* mean the compound number.

We then performed Western blot analysis to see the effect of a
(+)- and (—)-arctigenin against the activation of protein kinase B
(PKB)/Akt, a key pathway involved in the cell survival mechanism
in an austerity environment [5-7].

The serine/threonine kinase PKB/Akt is constitutively activated
in a majority of human pancreatic cancer cell lines [19]. High
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Figure 3: Effect of arctigenin enantiomers against the activation of Akt in DMEM and
NDM conditions. A) Representative Western blot showing phospho-Akt (Ser437) and
total Akt. B) Phospho-Akt (Ser437) expression in DMEM and NDM conditions. C)
Concentration dependent inhibition of phospho-Akt (Ser437) by the enantiomers of
arctigenin in NDM. Data represent the mean of three Western blot experiments. Signal
intensities (pixel x 10%) were calculated using ImageJ software (NIH). * #: significantly
different (p < 0.01) from either DMEM or control in NDM, respectively.

expression of phospho-Akt (Ser437) has been observed in PANC-1
cells exposed to nutrient starvation conditions, which is associated
with the tolerance to nutrient deprivation, hypoxic, and other stress
states [5]. Therefore, increased phospho-Akt (Serd437) expression is
one of the austerity markers, and its inhibition is in part responsible
for their preferential cytotoxicity during nutrient deprivation by
antiausterity agents [8]. Therefore, we examined the effect of both
(+)- and (—)-arctigenin enantiomers against the activation of Akt in
DMEM and in NDM. As shown in Figure 3, there was an
approximately 1.5-fold increment of phospho-Akt (Ser437) in
PANC-1 cells in NDM compared with PANC-1 cells in DMEM at
120 min of exposure. However, this effect was significantly
diminished by (-)-arctigenin (1*) in a concentration-dependent
manner. On the other hand, the effect of (+)-arctigenin (1) was too
weak. These results clearly suggest that inhibition of Akt activation
by (—)-arctigenin (1*) is responsible for the preferential death of
PANC-1 cells in NDM. (+)-Arctigenin (1), which showed a weak
inhibition of phospho-Akt (Serd37) expression, exhibited only a
weak preferential cytotoxicity in NDM. These results strongly
support the strict requirement of the (2R,3R)-absolute configuration
in (-)-arctigenin (1*) and its derivative for the preferential
cytotoxicity through the inhibition of Akt activation.

Experimental

General: Optical rotations were recorded on a JASCO DIP-140
digital polarimeter. IR spectra were measured with a Shimadzu IR-
408 spectrophotometer in CHCl; solution. NMR spectra were
recorded on a JEOL JNM-LA400 spectrometer with
tetramethylsilane (TMS) as internal standard. HR-EI-MS were
obtained on a JEOL JMS-700T mass spectrometer. Medium-
pressure liquid chromatography (MPLC) was performed with a
Btichi pump module C-650 system. CC was performed with silica
gel (60N, spherical, neutral, 40-50 pm, Kanto Chemical Co., Inc))
or reversed-phase silica gel (Cosmosil 75C;5-OPN, Nakalai Tesque,
Inc.). Analytical and preparative TLC was conducted on either
precoated silica gel 60F,s, or RP-18F,s, plates (Merck, 0.25 or 0.50
mm thickness).

Plant material: Roots of Wiksiroemia indica C.AMey
(Thymelaeaceae) (Lot. No. 090401) were purchased from Anhui
Wansheng Chinese Traditional Medicine Electuary Co., Ltd.,
Anhui, China in April, 2009. Stems of Trachelospermum asiaticum
Nakai (Apocynaceae) were collected at Toyama, Japan on February,
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2009 and authenticated by Mr Hiroharu Fujino (Faculty of
Pharmaceutical Sciences, University of Toyama).

Isolation procedure from Wikstroemia indica: The powdered
roots of W. indica (1 kg) were extracted with MeOH (3 x 6L, 1 h
each) under sonmication; the mixture was filtered and the filtrate
evaporated under reduced pressure to give the MeOH extract
(76.4 g). Part of this (25 g) was separated by MPLC on a silica gel
column (40-50 pm, 3 x 15 cm, precolumn 3 x 7 cm, flow rate 20
mL/min) eluted using a step gradient of MeOH-CHCl; and the
eluates were combined to 6 fractions based on their behavior on
TLC (fr. 1: 5% MeOH~CHCl;, 730 mg; fr. 2: 10% MeOH-CHCl;,
430 mg; fr. 3: 15% MeOH-CHCl;, 1.54 g; fr. 4: 20% MeOH-
CHCl;, 1.99 g; fr. 5: 25% MeOH-CHCl;, 1.71 g; fr. 6: 30%
MeOH—-CHCl;, 2.64 g). Fraction 2 was separated by reversed-phase
preparative TLC with 50% MeOH-H,0 to give 5 [16] (2.2 mg),
oleodaphnal [20] (2.3 mg), and daphnoretin [21,22] (46.9 mg).
Fraction 3 was separated by reversed-phase preparative TLC with
30% MeOH~-H,0 to give 2 [13] (3.6 mg), 6 [13] (6.2 mg),
1o, 7a,10aH-guaia-4,11-dien-3-one  [23] (8.1 mg), 7-methoxy-
coumarin [24] (3.0 mg), daphnogitin [21,25] (17.8 mg), salicifoliol
[26] (5.1 mg), and (—)-pinoresinol [27,28] (4.5 mg). Fraction 4 was
separated by reversed-phase preparative TLC with 30% MeOH-
H,0 to give 1 (3.3 mg), 3 (8.6 mg), 4 (437 mg), 4,10,11-guaiatrien-
3-one-14-oic acid [17] (2.5 mg), and 7-hydroxycoumarin
(umbelliferone) [29,21] (2.9 mg).

Isolation procedure from Trachelospermum asiaticam: The
powdered stems of 7. asiaticum (3.1 kg) were extracted with CHCl;
(2 x 10 L, 1 h each) under sonication; the mixture was filtered and
the filtrate evaporated under reduced pressure to give a CHCl,
extract (73.6 g). Part of this (12.5 g) was separated by CC
on silica gel with a AcOEt n-hexane solvent system and the
eluates were combined to 13 fractions based on their behavior
on TLC (fr. 1: 20% AcOEt-n-hexane, 99.6 mg; fr. 2: 25% AcOEt~
n-hexane, 594 mg; fr. 3: 45% AcOEt-n-hexane, 1.66 g; fr. 4: 50%
AcOEt-—n-hexane, 193 mg; fr. 5: 60% AcOEt-n-hexane, 341 mg;
fr. 6: 65% AcOEt-n-hexane, 215 mg; fr. 7. 70% AcOEt-n-hexane,
180 mg; fr. 8: 75% AcOEt-n-hexane, 240 mg; fr. 9: 80% AcOEt—
n-hexane, 237 mg; fr. 10: 85% AcOEt-n-hexane, 300 mg; fr. 11:
90% AcOEt-n-hexane, 212 mg; fr. 12: 95% AcOEt-»-hexane, 830
mg; fr. 13: AcOEt eluate, 191 mg). Fraction 12 was separated by
preparative TLC with 5% acetone—~CHCI; to give 1* [9] (24.6 mg),
2% 19] (6.5 mg), and 3* [18] (22.5 mg).

Cells and culture: Human pancreatic cancer PANC-1 cell line was
maintained in Dulbecco’s modified Eagle’s medium (DMEM,
Nissui Pharmaceutical Co., Ltd.) supplemented with 10% fetal
bovine serum (FBS, Gibco BRL Products, Gaithersburg, MD,
USA), and 1% antibiotic—antimycotic solution (Sigma—Aldrich
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Inc.). Nutrient deprived medium (NDM) contained 265 mg/L
CaCl,'2H,0, 0.1 mg/L Fe(NOs)-9H,0, 400 mg/L KCl, 200 mg/L
MgS0O,4-7H,0, 6400 mg/L NaCl, 700 mg/l. NaHCO;, 125 mg/L
NaH,PO,, 15 mg/L phenol red, 1 M HEPES buffer (pH 7.4, Wako
Pure Chemical Industries, Ltd., Osaka, Japan), and 10 mL MEM
vitamin solution (Life Technologies, Inc., Rockville, MD, USA).
The final pH was adjusted to 7.4 with 10% NaHCO;. For amino
acid supplementation, stock solutions (200 mM L-glutamine
solution, MEM amino acids solution, and MEM nonessential amino
acids solution; Life Technologies) were added at a concentration of
1%.

Preferential cytotoxicity: Preferential cytotoxicity was determined
as previously described [8]. In brief, PANC-1 cells (2 x 10
cells/well) were seeded in 96-well plates (Comning Inc., Corning,
NY, USA) and incubated in fresh DMEM at 37°C under 5% CO,
and 95% air for 24 h. The cells were washed with Dulbecco’s
phosphate-buffered saline (PBS, Nissui Pharmaceutical Co., Ltd.,
Tokyo, Japan) before the medium was replaced with either DMEM
or NDM containing serial dilutions of the test samples. After 24 h
of incubation, the cells were washed with PBS, and 100 4L of
DMEM containing 10% WST-8 cell counting kit solution (Dojindo,
Kumamoto, Japan) was added to the wells. After 3 h of incubation,
the absorbance was measured at 450 nm. Cell viability was
calculated from the mean values for 3 wells using the following
equation: Cell viability (%) = [(AbSest samptes) ~ AbS(blank)/ (AbScontror)
— AbS(yianiy)] X 100. The preferential cytotoxicity was expressed as
the concentration at which 50% of cells died preferentially in NDM
(PCso).

Western blot analysis: The proteins were separated by gel
electrophoresis on a polyacrylamide gel containing 0.1% SDS and
then transferred to nitrocellulose membranes. The membranes were
blocked with PBS containing 5%, w/v, skim milk, washed with PBS
containing 0.3% Tween 20 (Sigma), then incubated overnight at
room temperature with Akt antibody and the phosphospecific
(Serd437) Akt antibody (New England Biolabs, Ipswich, MA)
diluted with PBS. After washing, the membranes were incubated for
2 h at room temperature with horseradish peroxidase-conjugated
goat anti-rabbit IgG (Santa Cruz Biotechnology, Santa Cruz, CA) as
the second antibody. The bands were detected with an enhanced
chemiluminescence system (Amersham Biosciences UK Ltd,,
Buckinghamshire, United Kingdom). Quantitative analysis of
Western blot was carried out with Image] software (NIH).
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Abstract

Arctigenin, a lignan-derived compound, is a constituent of the seeds of Arctium lappa. Arctigenin was previously shown to
inhibit osteoclastogenesis; however, this inhibitory mechanism has yet to be elucidated. Here, we showed that arctigenin
inhibited the action of nuclear factor of activated T-cells, cytoplasmsc 1 (NFATc1), a key_ transcription factor  for
osteoc\astogenesxs NFATC1 in osteoclast precursors was activated through two distinct pathways. the calcmeunn—
dependent and osteoblastic cell- dependent pathways. Among the several lignan- -derived compounds examined, arcttgemn
most strongly mhub:ted receptor activator of nuclear factor kB ligand (RANKL)- induced osteoclast-like cell formation in
mouse bone marrow macrophage (BMM) cultures, in which' the calcineurin- dependent NFATcT pathway was activated.
Arctigenin suppressed neither ‘the “activation ‘of nuclear factor kB and mitogen-activated protein kinases nor the up-
regulation ‘of c-Fos expression in BMMs treated with RANKL." However, -arctigenin suppressed RANKL-induced NFATC
expression. Interestmgly, the treatment of osteoclast-like cells with arctigenin converted NFATc1 into ‘a lower molecular
weight species, which was translocated into the nucleus even in the absence of RANKL. Nevertheless; arctigenin as well as
cyclosporin A (CsA), a calcineurin inhibitor, suppressed the NFAT-luciferase reporter activity induced: by ionomycin and
phorbol 12-myristate 13-acetate in BMMs. Chromatin immunoprecipitation analysis ‘confirmed that arctigenin inhibited the
recruitment of NFATc1 to the promoter region of the NFATc1. target gene. Arctigenin, but not CsA suppressed-osteoclast-
like cell formation in co-cultures of osteoblastic cells and bone marrow cells, in which the osteoblastic: cell-dependent
NFATc1 pathway was activated. The forced expression of constitutively active NFATc1 rescued osteoclastogenesis in BMM
cultures treated with CsA, but not that treated with arctigenin. Arctigenin also suppressed the pit-forming activity of
osteoclast-like cells cultured on dentin slices. These results suggest that arctigenin induces a dominant negative species of
NFATc1, which inhibits osteoclast differentiation and function by suppressing both calcineurin-dependent and osteoblastic
cell-dependent NFATc1 pathways. )

Citation: Yamashita T, Uehara S, Udagawa N, Li F, Kadota S, et al. (2014) Arctigenin Inhibits Osteoclast Differentiation and Function by Suppressing Both
Calcineurin-Dependent and Osteoblastic Cell-Dependent NFATc1 Pathways. PLoS ONE 9(1): e85878. doi:10.1371/journal.pone.0085878

Editor: Jodo Costa-Rodrigues, Faculdade de Medicina Dentéria, Universidade do Porto, Portugal
Received September 6, 2013; Accepted December 3, 2013; Published January 17, 2014

Copyright: © 2014 Yamashita et al. This is an open-access article distributed under the terms of the Creative Commons Attribution License, which permits
unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited.

Funding: This work was supported by Grants-in-Aid for Scientific Research (24592821, 21592378 and 22390351) from the Japan Society for the Promotion of
Science (http://www.jsps.go.jp/). The funder had no role in study design, data collection and analysis, decision to publish, or preparation of the manuscript.

Competing Interests: The authors have declared that no competing interests exist.
* E-mail: teru@po.mdu.ac.jp

Introduction

Arctigenin, a lignan-derived compound, is one of the constit-
uents of the seeds of Aretium lappa. Arctigenin is a biologically active
lignan with anti-tumor, anti-inflammatory, anti-oxidant, anti-
proliferative, and anti-diabetic activities. Arctigenin was shown to
block the activation of Akt signaling induced by glucose starvation
in pancreatic tumors [1,2]. Arctigenin also exhibited anti-
inflammatory properties against lipopolysaccharide in 2 macro-
phage cell line by suppressing inducible nitric oxide synthase
expression and mitogen-activated protein (MAP) kinase signals
[3,4]. Arctigenin was recently shown to inhibit osteoclast
formation in mouse bone marrow macrophage (BMM) cultures
[5]. However, the precise mechanism by which arctigenin inhibits
osteoclast development remains to be determined.

Osteoclasts are bone-resorbing multinucleated cells formed from
monocyte/ macrophage-lineage precursors [6,7]. Osteoblastic cells
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such as immature osteoblast-lineage cells, osteoblasts, and osteocytes
regulate the differentiation of osteoclast precursors into osteoclasts.
Osteoblastic cells express two cytokines that are responsible for
osteoclastogenesis: macrophage colony-stimulating factor (M-CSF,
also called colony-stimulating factor 1) and receptor activator of
nuclear factor kB ligand (RANKL) [8-12]. Osteoclast precursors
have been shown to express c-Fms (the receptor of M-CSF) and
RANK (the receptor of RANKL) and differentiate into osteoclasts
in the presence of M-CSF and RANKL [13,14]. Osteoblastic cells
also express osteoprotegerin (OPG), a decoy receptor of RANKL..
OPG inhibits osteoclast differentiation by suppressing the interac-
tion between RANKL and RANK. Osteoclasts also express RANK,
and the RANKL-RANK interaction was shown to induce the bone-
resorbing activity of osteoclasts {6,7].

A previous study showed that bone-resorption stimulating
factors such as lot,25-dihydroxyvitamin Ds [10,25(0OH)sDs],
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parathyroid hormone, and prostaglandin Eg9 (PGEo) enhanced the
expression of RANKL in osteoblastic cells [7]. RANKL activates
RANK-mediated signaling, including MAP kinases, nuclear factor
kB (NF-xB), c-Fos, and nuclear factor of activated T-cells,
cytoplasmic 1 (NFATc1). These RANK-mediated signals induce
the expression of osteoclast-related genes such as tartrate-resistant
acid phosphatase (TRAP, coded by Agp)), cathepsin K (Cisk),
osteoclast-associated receptor (Oscar), and Matcl itself [15~17].

NFATcl was identified as a key transcription factor for
osteoclastogenesis  [15,18]. The Ca® oscillation/calcineurin-
dependent activation and amplification of NFATc] in osteoclast
precursors are essential for their differentiation into osteoclasts.
RANKL induces Ca®* oscillations in osteoclast precursors, and
these oscillations activate calcineurin, a Ca®*-dependent phospha-
tase. Activated calcineurin then dephosphorylates multiple serine
residues in the NFATcl protein, which permits the nuclear
translocation of NFATcl. NFATcl in the nucleus acts as a
transcription factor for genes specifically expressed in osteoclasts
such as Adepb, Cisk, Oscar, and Nfatcl itself. The calcineurin
inhibitors, cyclosporin A (CsA) and FK506, have been shown to
suppress RANKI -induced osteoclast formation in BMM cultures.

Osteoclastogenesis induced by RANKL also requires co-
stimulatory receptor signaling through adaptors containing im-
munoreceptor tyrosine-based activation motifs (ITAMs). ITAM-
containing proteins, such as DNAX-activating protein 12 (DAP12)
and Fc receptor common v chain (FcRy), facilitate the calcium-
mobilizing mechanism during osteoclastogenesis [19-22]. Thus,
RANK and ITAM signalings cooperated to induce calcium
oscillations, resulting in the activation of NFATcl. FcRy and
DAP12 are adaptor  molecules that associate with immunoglobu-
lin-like receptors such as OSCAR, triggering receptor expressed
on myeloid cells 2 (TREM?2), signal-regulatory protein Bl
(SIRPB1) and paired immunoglobulin-like receptor A (PIR-A).
OSCAR and PIR-A use FcRy, while TREM?2 and SIRPSI
associate with DAP12. Recently, Barrow et al. reported that
OSCAR bound to a specific motif of collagen and stimulated
osteoclastogenesis [23]. These results suggest that osteoblastic cells
express not only RANKL and M-CSF but also ligands for
immunoglobulin-like receptors.

Besides Ca®*/calcineurin-dependent signaling, the osteoblastic
cell-dependent pathway has also been shown to activate NFATc1
[24,25]. BMMs obtained from type 2 inositol-1,2,5-triphosphate
receptor (IPsR2) knockout mice exhibited neither RANKI-
induced Ca®* oscillations nor RANKL-induced differentiation
into osteoclasts. However, IP;R2-deficient osteoclast precursors
could normally differentiate into osteoclasts when they were co-
cultured with osteoblastic cells. This Ca** oscillation-independent
osteoclastogenesis was shown to be insensitive to FK506 [24].
Kuroda ¢t al. recently showed that Cot, a serine/threonine kinase,
was involved in the activation and amplification of NFATc] in the
absence of Ca® oscillations. Cot in osteoclast precursors was
activated by cell-cell interactions with osteoblastic cells. Activated
Cot increased NFATcl protein levels through phosphorylation-
dependent protein stabilization, thereby amplifying NFATc1 [25].
Cot likely phosphorylates residues of NFATc] that differ from
those targeted by calcineurin-mediated -dephosphorylation. Al-
though the osteoblastic cell-derived molecules that activate Cot in
osteoclast precursors is unknown, Cot-mediated NFATc] stabili-
zation contributes to osteoclastogenesis i wivo. Mice doubly
deficient in DAP12 and FcRy exhibited severe osteopetrosis
owing to the lack of osteoclasts [22]. These results suggest that
both calcineurin-dependent and osteoblastic cell-dependent acti-
vations of NFATc] are physiologically important in controlling
osteoclast differentiation in vivo.
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The aim of this study was to elucidate the inhibitory mechanism
of arctigenin on the osteoclast differentiation and function.
Especially, we examined the intracellular signals including
NFATcl in detail. Arctigenin converted NFATcI into a lower
molecular species, which was translocated in the nucleus of
osteoclast-like cells even in the absence of RANKL. Arctigenin
inhibited osteoclast-like cell formation not only in BMM cultures,
but also in co-cultures of osteoblastic cells and bone marrow cells.
In addition, arctigenin suppressed the pit-forming activity of
osteoclast-like cells cultured on dentin. These results suggest that
arctigenin suppresses both calcineurin-dependent and osteoblastic
cell-dependent NFATcl pathways through the generation of a
dominant species of NFATc!.

Materials and Methods

Reagents and animals

Arctigenin, arctiin, and secoisolariciresinol were purified from
Arctium lappa and single peaks were confirmed by high performance
liquid chromatography. The chemical structures of these com-
pounds were shown in Figure 1A. Human recombinant RANKL
was purchased from PeproTech (Rocky Hill, NJ). Human M-CSF
(Leukoprol) was obtained from Kyowa Hakko (Tokyo, Japan).
10,25(0OH)oD3 was from Wako Pure Chemical (Osaka, Japan).
CsA, PGE,, phorbol 12-myristate 13-acetate (PMA), and iono-
mycin were from Calbiochem-Sigma (St. Louis, MO). Antibodies
for p38, ERK, JNK, IxBa, AKT, and NF-xB p65, and antibodies
for phosphorylated forms of p38, ERK, JNK, IxBo, and AKT
were from Cell Signaling Technology (Danvers, MA). Antibodies
for NFATc] (7A6), Lamin A/C, and B-actin were obtained from
Thermo (Rockford, IL), Santa Cruz (Dallas, TX), and Sigma,
respectively. Other chemicals used were of analytical grade.
Newborn and 6-week-old ddY mice were purchased from Japan
SLC (Shizuoka, Japan).

Ethics statement

All animal experiments in this study were approved by the
Institutional Animal Care and Use Committee of Matsumoto
Dental University. All steps were performed to limit suffering in all
animal experiments.

In vitro osteoclast-like cell differentiation

Mouse BMMs were prepared as previously described [26].
Briefly, mouse bone marrow cells were cultured for 16 h in o-
modified minimal essential medium (0-MEM) with 10% fetal
bovine serum (FBS) and 5000 U/mL M-CSF. Non-adherent cells
were then collected and used as BMMs. BMMs (3 x 10* cells/well)
for osteoclast formation assay were cultured for 3 days in 96-well
culture plates in the presence of 5000 U/mL M-CSF and 100 ng/
mL RANKL together with increasing concentrations of lignan-
derived compounds or 0.1% dimethyl sulfoxide (DMSO, vehicle
control). Osteoblastic cells were obtained form newborn mouse
calvariae for the co-culture experiments. Bone marrow cells
(1x10° cells/well) and calvarial osteoblastic cells (1x10% cells/
well) were co-cultured for 6 days in o-MEM with 10% FBS in the
presence of 10 nM 10,25(0OH),D; together with or without test
compounds. After cultivation for the indicated periods, cells were
fixed and stained for TRAP. TRAP-positive multinucleated cells
containing more than three nuclei were counted as osteoclast-like
cells. The effects of lignan-derived compounds on the proliferation
of BMMs were also evaluated. BMMs (1x10% cells/well) were
cultured with increasing concentrations of lignan-derived com-
pounds in 96-well culture plates. The cultures were subjected to
the cell viability Alamar Blue assay (Invitrogen, Carlsbad, CA).
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Figure 1. Effects of arctigenin on osteoclast-like cell formation and cell proliferation in BMM cultures. (A) Chemical structures of
arctigenin, arctiin, and secoisolariciresinol. (B) Effects of lignan-derived compounds on osteoclast-like cell formation in BMM cultures. BMMs were
cultured in 96-well culture plates in the presence of RANKL and M-CSF together with increasing concentrations of the lignan-derived compounds.
After cultivation for 3 days, cells were stained for TRAP. TRAP-positive cells appeared as dark red cells. TRAP-positive multinucleated cells containing
more than three nuclei were counted as osteoclast-like cells. (C) Effects of arctigenin on the proliferation of BMMs. BMMs were cultured in the
presence of M-CSF together with increasing concentrations of arctigenin. Cell proliferation was evaluated on days 0, 1, 2, and 3 using an Alamar Blue
assay. The results were expressed as means +/— SD (n=3). ¥, p<0.05.

doi:10.1371/journal.pone.0085878.g001

Pit formation assay and actin ring staining lysates. Lysates (20 pg/lane) were electrophoresed on SDS-PAGE
Functionally active osteoclast-like cells were prepared using a gels, transferred to polyvinylidene difluoride membranes, and

mouse co-culture system [27]. Bone marrow cells (1 X107 cells) and subjected to immunoblotting using the ECL plus chemilumines-

osteoblastic cells (1x10° cells) were co-cultured in collagen gel- cence detection system (GE Healthcare, Buckinghamshire, UK).

coated 10-cm plates in the presence of 10 nM 10,25(OH)sD5 and
1 UM PGE,. After a co-culture for 7 days, the collagen-gel plate ~ RNA isolation and quantitative RT-PCR

was treated with collagenase. All cells recovered were suspended in Total RNA was isolated using TRIzol reagent (Invitrogen).
10 mL of o-MEM containing 10% FBS, and were used as Reverse transcription was performed on 1 pg of RNA using
osteoclast-like cell preparations. Osteoclast-like cell preparations oligo(dT) primers and ReverTra Ace reverse transcriptase

were plated on dentin slices (a square piece of 4 mm, 0.75 mm in (Toyobo Life Science, Osaka). cDNA was then amplified using
thickness) in 96-well culture plates (0.2 mL/well) and incubated SYBR green Taq RT-PCR reagent (Takara Bio, Shiga, Japan)
for 1 h. Dentin slices were then transferred into 48-well culture and expression levels were quantified using the Opticon II real-
plates and cultured for an additional 48 h in «-MEM containing time PCR instrument (Bio-Rad, Hercules, CA). The primers used
10% FBS (0.5 mL/well) together with or without 1 M arctigenin. for PCR were as follows; Gapdh: 5'-TGT GTC CGT CGT GGA
Dentin slices were then recovered, fixed, and stamed for TRAP. TCT GA-3' (forward) and 5'-TTG CTG TTG AAG TCG CAG
TRAP-positive cells were counted as osteoclast-like cells. Cells on GAG-3' (reverse); Makel: 5'-TGG AGA AGC AGA GCA CAG
the slices were removed by cotton swabs and slices were further AC-3' (forward) and 5'-GCG GAA AGG TGG TAT CTC AA-3’
stained with Mayer’s hematoxylin to detect resorbing pits. (reverse); ¢-Fos: 5'-CCG AGC TGG TGC ATT ACA GAG A-3'
Resorption pit areas were measured using Image]J software. To (forward) and 5'-TGG ATG CTT GCA AGT CCT TGA G-3’
evaluate actin ring formation by osteoclast-like cells, cells on (reverse); Acp5: 5'-TTG CGA CCA TTG TTA GCC ACA TA-3’
dentin slices were fixed, permeabilized with 0.2% Triton X-100/ (forward) and 5'-TCA GAT CCA TAG TGA AAC CGC AAG-3’

PBS, and stained with rhodamine-phalloidin (Invitrogen). (reverse); Cisk: 5-CAG CAG AAC GGA GGC ATT GA-3
(forward) and 5'-CTT TGC CGT GGC GTT ATA CAT ACA-
Western blot analysis 3’ (reverse); Oscar: 5'-CGT GCT GAC TTC ACA CCA ACA-3'

Cells were lysed in lysis buffer [20 mM Tris-HCl, pH7.6,  (forward) and 5'-CAC AGC GCA GGC TTA CGT T-3'
150 mM NaCl, 1 mM EDTA, 50 mM B-glycerophosphate, 1%  (reverse); Rankl: 5'-CAT GTG CCA CTG AGA ACC TTG
NP-40, and supplemented with 1x protease inhibitor cocktail ~ AA-3' (forward) and 5" CAG GTC CCA GCG CAA TGT AAC-
(Sigma)], sonicated, and supernatants were collected as total cell 3’ (reverse); Opg: 5'-CAT GAG GTT CCT GCA CAG CTT C-3'
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(forward) and 5'-ACA GCC CAG TGA CCA TTC CTA GTT
A-8' (reverse); IL-2: 5'-GCT GTT GAT GGA CCT ACA GGA-
3' {forward) and 5'-TTC AAT TCT GTG GCC TGC TT-3'
(reverse); GM-CSF: 5'-GCA TGT AGA GGC CAT CAA AGA-3'
(forward) and 5 CGG GTC TGC ACA CAT GTT A-3
(reverse).

Nuclear extract preparation

Crude osteoclast-like cell preparations were cultured for 4 h on
24-well culture plates. Osteoblastic cells were then removed by
washing with 0.1% trypsin/EDTA solution. Purified osteoclast-
like cells were further cultured with M-CSF for 16 h. Cells were
then incubated for 20 min with 1 M arctigenin, 1 pg/mL CsA,
or 0.1% DMSO (vehicle control) in the presence or absence of
100 ng/mL. RANKL. Nuclear and cytoplasmic fractions were
prepared using a nuclear extraction kit (Active Motif, Carlsbad,
CA) and subjected to Western blot analysis.

Immunocytochemical localization of NFATc1

The localization of NFATcl was immunocytochemically
examined [28]. Purified osteoclast-like cells on glass coverslips
were further cultured for 16 h in the presence of M-CSF, but in
the absence of RANKL. Osteoclast-like cells were then incubated
for 20 min with 1 uM arctigenin, 100 ng/mL RANKIL, or 0.1%
DMSO (vehicle control). Cells were fixed with 4% paraformalde-
hyde, permeabilized with 0.2% Triton X-100/PBS, and blocked
with 2% BSA/PBS. An anti-NFATc] antibody was added to cell
preparations, followed by incubation with biotinylated goat anti-
mouse IgG and fluorescein-conjugated streptavidin (Vector
Laboratories, Burlingame, CA). Nuclei were counterstained with
propidium iodide (PI).

Forced expression of NFATc1

BMMs were retrovirally transduced with NFATcl ¢cDNA. The
constitutively active (ca)-NFATcl mutant with the alanine
substitution of twenty serine residues, which are typically
phosphorylated, was shown to be autonomously translocated into
the nucleus [29]. The pCX4pur-ca-NFATc] (constitutively active),
pCX4pur-wt-NFATcl  (wild-type), or pCX4pur-GFP control
plasmid was transfected into the retrovirus packaging cell line
Plat-E [30]. BMMs were incubated for 2 days with virus-rich
supernatant in the presence of M-CSF and polybrene. Infected
BMMs were further cultured for 3 days with M-CSF and
RANKI.. Nuclear and cytoplasmic fractions were prepared from
infected BMM:s as described above, and subjected to Western blot
analysis.

Luciferase reporter assay

The luciferase reporter plasmid pNFAT-Luc, which contained
four copies of the NFAT binding site, 5'-GGA GGA AAA ACT
GTT TCA TAC AGA AGG CGT-3', was used (Stratagene-
Agilent, La Jolla, CA). BMMs were transfected by electroporation
in serum-free solution with Nucleofector II (Amaxa Biosystems-
Lonza, Basel, Switzerland). Forty-eight hours after transfection,
cells were stimulated with 1 pM ionomycin and 20 nM PMA, in
the presence or absence of arctigenin and CsA. Cells were lysed
24 h after stimulation, and luciferase activity was measured with a
luciferase assay system (Promega, Madison, WI).

Chromatin immunoprecipitation (ChIP) assay

BMMs were stimulated with M-CSF and RANKL for 2 days
to form mononuclear pre-osteoclast-like cells. These cells were
further treated with 100 ng/mL RANKL in the presence or
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absence of 1 pM arctigenin. Cells were crosslinked with 1%
formaldehyde 1 h after the treatment and a nuclear fraction was
extracted. The protein-chromatin complex was immunoprecip-
itated overnight at 4°C with the anti-NFATcl antibody or
control IgG after shearing DNA by sonication. Fragmented
DNA were purified and amplified by PCR using primers specific
for the Oscar promoter [17]: 5'-GAA CAC CAG AGG CTA
TGA CTG TTC-3' and 5'-CCG TGG AGC TGA GGA AAA
GGT TG-3".

Cultures of osteobilastic cells

Osteoblastic cells were obtained from newborn mouse calvariae
as described [27]. Osteoblastic cells were cultured in o-MEM with
10% FBS. Osteoblastic cells were cultured in the presence or
absence of 10 nM 10,25(0OH),D3 together with or without 1 uM
arctigenin for gene expression analysis. The expression of Rankl
and Opg mRNAs was analyzed after cultivation for 24 h by
quantitative RT-PCR. Osteoblastic cells were cultured in the
presence or absence of 1 pM arctigenin to stain for alkaline
phosphatase, a marker of osteoblasts. After cultivation for 6 days,
cells were fixed and stained for alkaline phosphatase. Osteoblastic
cells were cultured with increasing concentrations of arctigenin for
the cell growth assay. The cultures were then subjected to the cell
viability Alamar Blue assay (Invitrogen).

Statistical analysis

All data were expressed as the mean +/— SD. Differences were
evaluated by Mann-Whitney’s U-test. P values less than 0.05
were considered to be significant. All experiments were indepen-
dently repeated at least three times and similar results were
obtained.

Results

Effect of lignan-derived compounds on osteoclast-like
cell formation

Arctigenin, arctiin, and secoisolariciresinol are major lignan-
derived compounds of Arctium lappa. We first compared the
inhibitory effects of these compounds on osteoclast-like cell
formation in mouse BMM cultures (Fig. 1 and Fig. S1). Mouse
BMMs were cultured in the presence of RANKL and M-CSF
together with increasing concentrations of these compounds.
Osteoclast-like cells formed within 3 days in control cultures.
Arctigenin and arctiin inhibited osteoclast-like cell formation in a
dose-dependent manner (Fig. 1B). Arctigenin showed stronger
inhibitory effects on osteoclast-like cell formation than that of
arctiin. Secoisolariciresinol failed to inhibit osteoclast-like cell
formation (Fig. S1). Thus, arctigenin showed the strongest
inhibitory effect on osteoclast-like cell formation among the three
lignans. We next examined the effects of arctigenin on the growth
of BMMs (Fig. 1C). Arctigenin had little effect on the growth of
BMMs, through 10 pM arctigenin slightly suppressed it on days 1
and 2. The treatment of BMMs with granulocyte-macrophage
colony-stimulating factor (GM-CSF) induced their differentiation
into dendritic cells. Arctigenin at I pM had no inhibitory effect on
the dendritic differentiation of BMMs (Fig. S2).These results
suggested that the inhibitory effect of arctigenin was specific for
osteoclast-like cell differentiation, and was not due to its action on
cell growth. Arctigenin at 1 pM inhibited osteoclast-like cell
formation more strongly than arctiin did. Therefore, arctigenin at
1 uM was used in further experiments.
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Effect of arctigenin on RANKL-induced signaling in
osteoclastogenesis

RANKL was previously shown to induce the transcription of
osteoclast-related genes such as Aep, Cisk, and Oscar by activating
NFATc1 [15]. The expression of Nfaic! itself was also shown to be
up-regulated during osteoclastogenesis {31]. We examined the
effect of arctigenin on the expression of these osteoclast-related
genes in BMMs during osteoclastogenesis (Fig. 2A). Arctigenin
reduced the expression of A¢p5, Cisk, and Oscar at each time point.
The expression of the transcription factors, Nfatc! and ¢-Fos, was
also up-regulated by the treatment with RANKL. The RANKL-
induced up-regulation of NMatcl expression, but not that of ¢-Fos,
was reduced by arctigenin throughout the experimental period.

We next examined the effect of arctigenin on RANKL-induced
signals in BMMs (Fig. 2B). RANKL has been shown to activate
NF-xB and MAP kinases, including p38 MAP kinase, ERK, and
JNK [32,33]. Western blot analysis revealed that these signals
were similarly activated by RANKL in BMMs in the presence and
absence of 1 uM arctigenin (Fig. 2B). A previous study showed
that Akt was one of the targets of arctigenin in tumor cells. The
phosphorylation of Akt in BMMs was up-regulated by RANKI,
and arctigenin had little effect on this phosphorylation (Fig. 2B).
These results suggested that arctigenin inhibited other pathways
involved in osteoclastogenesis, independent of MAP kinase, NF-
kB, and c-Fos signaling.

We next compared the inhibitory action of arctigenin with that
of the well-known inhibitors of osteoclastogenesis, CsA (a
calcineurin-NFAT inhibitor) and SB203580 (a p38 MAP kinase
hibitor). Arctigenin, CsA, and SB203580 were added to BMM
cultures at different time points (Fig. 2C). Osteoclast-like cell
formation was inhibited by the addition of these agents during the
entire culture period (0-3 days). Arctigenin and CsA, but not
S$B203580 inhibited osteoclast-like cell formation when they were
added 24 h after RANKL stimulation (1-3 days). Thus, signals
mediated by p38 MAP kinase appeared to be necessary for the
commitment of osteoclast precursors but not for the expression of
osteoclast-related markers in the committed cells [34]. The
mnhibitory action of arctigenin on osteoclastogenesis was similar
to that of CsA. These results suggested that NFATcl was a target
molecule of the arctigenin action in BMMs.

Effects of arctigenin on the transcriptional activity and
localization of NFATc1 in osteoclast-like cells
Osteoclast-like cells, which were formed in BMM cultures in the
presence of RANKL for 3 days, highly expressed NFATcl
(Fig. 2A). Using purified osteoclast-like cells obtained from co-
cultures performed in collagen gel-coated plates, we examined the
effect of arctigenin on the nuclear localization of NFATc!
(Fig. 3A). Osteoclast-like cells were cultured overnight in
RANKL-free medium. Cells were then treated with RANKL
together with or without arctigenin and CsA. Interestingly,
NFATc] was translocated into the nuclei of osteoclast-like cells
in response to arctigenin even in the absence of RANKL (Fig. 3A,
lane 3). CsA did not show such activity, and inhibited the nuclear
translocation of NFATc! induced by RANKL in osteoclast-like
cells (Fig. 3A, lanes 5 and 6). NF-xB p65 was also translocated into
the nuclei of osteoclast-like cells in response to RANKL (Fig. 3A,
lanes 2, 4, and 6). Neither arctigenin nor CsA inhibited the nuclear
translocation of NF-kB p65 (Fig. 3A, lanes 4 and 6). Immunocy-
tochemical analysis confirmed that arctigenin, even in the absence
of RANKI, promoted the nuclear localization of NFATcl in
osteoclast-like cells (Fig. 3B). The nuclear localization of NFATc!1
was also observed in osteoclast-like cells treated with RANKL.
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Treating cells with ionomycin and PMA led to Ca”* oscillations,
which induced the nuclear translocation of NFATc] through the
activation of calcineurin. We then examined the effect of
arctigenin on the transcriptional activity of NFATcl in BMMs
using a luciferase reporter assay, in which the luciferase gene was
driven by the NFAT-binding site (Fig. 3C). The treatment of
BMMs with ionomycin and PMA increased NFAT-driven
luciferase activity in BMM cultures. Arctigenin as well as CsA
suppressed the luciferase activity enhanced by ionomycin and
PMA. We then examined whether arctigenin inhibited the
recruitment of NFATcl on the target gene promoters by using a
ChIP assay with the Oscar promoter (Fig. 3D). BMMs treated with
RANKL for 2 days were further cultured in the presence or
absence of arctigenin. RANKL stimulation induced the recruit-
ment of NFATcl on the Oscar promoter (Fig. 3D, lane 3), whereas
arctigenin inhibited it (Fig. 3D, lane 4). These results indicated that
arctigenin inhibited NFATc] transcriptional activity by suppress-
ing the recruitment of NFATc] onto the target gene promoter,
and also that the mechanism for the inhibitory action of arctigenin
on osteoclast formation was different from that of CsA.

NFATcl is commonlz/ retained in the cytosol as a multi-
phosphorylated form. Ca™* oscillations activate calcineurin, which
dephosphorylates NFATcl [29,30]. We examined the effect of
arctigenin on the molecular mass of NFATcl in osteoclast-like
cells (Fig. 3E). NFATc! in osteoclasts was recognized as a broad
band around 90 kDa (Fig. 3E, lane 1). In contrast, NFATc!I in
osteoclast-like cells treated with arctigenin was detected as a major
band at 85 kDa (Fig. 3E, lane 3). NFATc! in osteoclast-like cells
treated with CsA accumulated as a band at approximately
100 kDa, which may have been due to the hyper-phosphorylation
of NFATcl. It was reported that calf intestine alkaline phosphatase
(CIAP) dephosphorylated NFATc] at more than 20 phosphory-
lated amino acid residues and produced lower molecular weight
species of NFATcl in vitro [37]. NFATcl in these cell lysates
shifted - to approximately 85 kDa after being treated with CIAP
(Fig. 3E, lanes 2 and 4). These results suggest that arctigenin
converted NFATc] into a lower molecular weight species.

Effect of arctigenin on osteoclastogenesis induced by the
forced expression of NFATc1

The constitutively active NFATcl mutant (ca-NFATcl) was
shown to be autonomously translocated into the nucleus [37]. We
examined whether the forced expression of ca-NFATcl could
rescue arctigenin-inhibited osteoclastogenesis (Fig. 4). BMMs were
retrovirally transduced with ca-NFATcl, wild-type (wt)-NFATcI,
and control GFP ¢cDNA. The forced expression of ca-NFATcI,
but not wt-NFATcl in BMMs rescued osteoclast-like cell
formation inhibited by CsA (Fig. 4A, lowest panels). In contrast,
ca-NFATcl failed to rescue osteoclastogenesis inhibited by
arctigenin. Western blot analysis confirmed that ca-NFATcl was
mainly located in the nucleus of BMMs, whereas wt-NFATc1 was
dominantly retained in the cytosol (Fig. 4B). These results suggest
that arctigenin did not inhibit the nuclear translocation of ca-
NFATcl, but reduced its transcriptional activity. It was also
reported that the survival of thymocytes was supported by
interleukin 7 (IL-7) through the phosphorylation of Tyr-371 in
NFATc], and the forced expression of Y371F-NFATcl mutant
enhanced the thymocyte survival [38]. Therefore, we examined
the effect of the Y371F mutant of NFATc] on osteoclastogenesis
in the presence or absence of arctigenin. The overexpression of
Y371F-NFATcl in BMMs neither induced osteoclastic differen-
tiation nor rescued osteoclastogenesis inhibited by arctigenin (Fig.
S3), suggesting that the phosphorylation status of Tyr-371 in
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Figure 2. Effects of arctigenin on RANKL-induced signaling in BMMs. (A) Effects of arctigenin on the expression of osteoclast-related genes.
BMMs were cultured in the presence of RANKL and M-CSF together with or without 1 puM arctigenin. After cultivation for the indicated periods, the
expression of Acp5, Ctsk, Oscar, Nfatc1, and c-Fos mRNAs was analyzed by quantitative RT-PCR. Expression levels were normalized to Gapdh and
expressed relative to day 0. Statistical analysis was performed between the control and arctigenin-treated values at indicated time points. (B) Effects
of arctigenin on RANKL-induced signals in BMMs. BMMs were pretreated for 10 min with 1 uM arctigenin and further treated with RANKL. Whole cell
lysates were harvested and analyzed by Western blotting with the indicated antibodies. (C) Effects of arctigenin, CsA, and SB203580 on osteoclast-like
cell formation in BMM cultures. BMMs were cultured for 3 days in the presence of RANKL and M-CSF. BMM cultures were also treated with 1 uM
arctigenin, 1 pug/mbL CsA, or 1 uM SB203580 during days 0 - 3 and days 1 - 3. Cells were then fixed and stained for TRAP. TRAP-positive
multinucleated cells containing more than three nuclei were counted as osteoclast-like cells. The results were expressed as means +/— SD (n=3).
* p<0.05.

doi:10.1371/journal.pone.0085878.g002

PLOS ONE | www.plosone.org 6 January 2014 | Volume 9 | Issue 1 | 85878



Arctigenin Inhibits NFATc? in Osteoclasts

Gontrol  Arctigenin . RANKL
Nuclear extracts ’ ;
Control Arctigenin ~ CsA NFATC
RANKL —- + — + - 4+

NFATc1

PI
NF-xB p65

Lamin A/C Overlay

D
19G anti-NFATc1 Input
C Arctigenin
)
2
=
=
©
©
2 E
3 Control  Arctigenin CsA
& CIAP  — + - 4 o~ 4+
lonomycin/PMA  — -
vl NFATc1 - 100 kDa
Arctigenin  — - B
CsA — — — + 12 3 4 5 8
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RANKL. Nuclear fractions were analyzed by Western blotting with the antibodies indicated. (B) Immunohistochemical detection of NFATc1 in
osteoclast-like cells. Purified osteoclast-like cells were cultured on glass plates for 16 h in the absence of RANKL. Cells were then treated for 20 min
with or without 1 pM arctigenin or 100 ng/mlL RANKL. Cells were fixed and stained for NFATc1 (green). Nuclei were counterstained with propidium
iodide (P, red). Bar=50 um. (C) Effects of arctigenin and CsA on NFAT reporter activity. BMMs were transfected with the NFAT-luciferase construct.
Forty-eight hours later, cells were incubated for an additional 24 h with or without ionomycin and PMA. Some cultures were treated with 1 uM
arctigenin or 1 pg/mL CsA. The fluorescence of the lysates was measured by a luminometer. The results were expressed as means +/— SD (n=3).
*, p<<0.05. (D) ChiP assay on the Oscar promoter. BMMs were cultured for 2 days in the presence of RANKL and M-CSF. Cells were then treated for 1 h
with or without 1 pM arctigenin. Chromatin complexes were immunoprecipitated with the anti-NFATc1 antibody or control IgG. Chromatin DNA
fragments were subjected to PCR for the Oscar promoter. (E) Western blotting of NFATc1 in osteoclast-like cells. Purified osteoclast-like cells were
treated for 10 min with or without 1 uM arctigenin or 1 pg/mL CsA. Cell lysates were then collected. Half of the lysates were treated for 30 min with
calf intestine alkaline phosphatase (CIAP). Samples were analyzed by Western blotting with the anti-NFATc1 antibody.
doi:10.1371/journal.pone.0085878.g003

NFATcl is not involved in the inhibitory effect of arctigenin on

arctigenin (Fig. 5C). Arctigenin had no effect on the proliferation
osteoclastogenesis.

of osteoblastic cells at the concentrations examined (Fig. 5D).
These results suggest that arctigenin directly acted on precursors of

Effect of arctigenin on osteoclastogenesis induced by the
osteoblastic cell-dependent NFATc1 pathway

NFATc] has also been shown to be activated by the osteoblastic
cell-dependent pathway [24,25]. We compared the effect of
arctigenin on 1,25(0OH)sD3s-induced osteoclast-like cell formation
in co-cultures of osteoblastic cells and bone marrow cells with that
of CsA (Fig. 5A). Arctigenin strongly inhibited osteoclast-like cell
formation in the co-culture, whereas CsA did not abrogate
osteaclastogenesis supported by osteoblastic cells. 10,25(OH),D5
increased Rankl expression and decreased Opg expression in
osteoblastic cells, both of which were not affected by arctigenin
(Fig. 5B). The appearance of alkaline phosphatase-positive
osteoblastic cells in osteoblastic cell cultures was not affected by

PLOS ONE | www.plosone.org

osteoclast-like cells in the co-cultures, and inhibited their
differentiation into osteoclast-like cells by suppressing the osteo-
blastic cell-dependent NFATc] pathway.

Effect of arctigenin on the pit-forming activity of
osteoclast-like cells

There is little conclusive evidence to show that NFATc] plays
an essential role in osteoclast function because an NFATcl
deficiency induces osteopetrosis without osteoclasts. We examined
the effect of arctigenin on the pit-forming activity of osteoclast-like
cells (Fig. 6). Osteoclast-like cell preparations obtained from co-
cultures in collagen gel-coated plates were placed on dentin slices
and further cultured for 48 h in the presence of increasing
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concentrations of arctigenin. The number of TRAP-positive cells
on dentin slices after cultivation for 48 h was not significantly
changed by the treatment with arctigenin (Fig. 6A), which
suggested that the survival of osteoclast-like cells supported by
osteoblastic cells was not affected by arctigenin. Cells were then
removed, and dentin slices were stained with Mayer’s hematoxylin
(Fig. 6B). Many resorption pits (purple areas) were formed on the
slices in control cultures. The pit-forming activity of osteoclast-like
cells was inhibited by arctigenin in a dose-dependent manner.
Osteoclast-like cells on bone form actin rings (corresponding to
sealing zones) to resorb bone. We examined the effect of arctigenin
on actin ring formation by osteoclast-like cells. Osteoclast-like cells
cultured on dentin slices formed actin rings even in the presence of
arctigenin (Fig. 6C). Thus, arctigenin suppressed the bone-
resorbing activity of osteoclast-like cells without affecting their
survival or cytoskeletal structures.

Discussion

We showed that arctigenin inhibited osteoclast-like cell differen-
tiation and function in a dose-dependent manner. Both the
differentiation and function of osteoclast-like cells were almost
completely inhibited by 1 WM arctigenin. Arctiin also inhibited
osteoclast-like cell differentiation, but a higher concentration was
needed to achieve the same effect as that of arctigenin. The
chemical structure of arctigenin is similar to that of arctiin, a
glucoside of arctigenin, but not to secoisolariciresinol. These results
suggest that the target molecule of arctigenin and arctiin is the same
in BMMs. Arctigenin has been shown to affect various biological
reactions i vitro. The minimum effective concentration of arctigenin
in most reactions was reported to be much higher than 1 uM [4,39-
42]. The differentiation of BMMs into dendritic cells was not
affected by arctigenin. These results suggest that the target molecule
of arctigenin is very specific for osteoclast lineage cells.

PLOS ONE | www.plosone.org

Kim et al previously reported that arctigenin suppressed
activation of NF-xB, phosphorylation of ERK, and amplification
of NFATcl in BMMs [5]. However, significant suppression of NF-
«B and ERK signals by arctigenin was not observed in our cultures.
Such a difference may be due to the different experimental
conditions employed. The arctigenin-induced suppression of
NFATc! amplification was similarly observed in both Kim et al’s
and our experiments. Several lines of evidence in our experiments
have indicated that the target molecule of arctigenin was NFATcl
in BMMs and osteoclast-like cells. First, arctigenin specifically
suppressed the RANKL-induced up-regulation of NFATcl in
BMMs. Arctigenin had no inhibitory effect on the RANKI -induced
activation of NF-kB and MAP kinases or the expression of ¢-Fos.
Second, arctigenin as well as CsA could suppress the osteoclastic
differentiation of BMMs even when added at the late stage of the
culture. BMMs in the late stage of cultures are committed osteoclast
precursors, which already express high levels of NFATc]. Third,
similar to CsA, arctigenin suppressed the transcription activity of
NFATcI in a luciferase reporter assay. However, the reappearance
of IxBo in BMMs treated with RANKL was not affected by
arctigenin (Fig. 2B). This suggests that arctigenin does not inhibit
the transcriptional activity of NF-xB. Fourth, arctigenin inhibited
the RANKL-induced transcriptional activity of NFATcl on the
Oscar promoter. Fifth, arctigenin inhibited osteoclast-like cell
formation in co-cultures with osteoblastic cells, in which osteoblastic
cell-dependent NFATc1 signaling had been activated. In addition,
arctigenin completely suppressed the pit-forming activity of mature
osteoclast-like cells. Interestingly, these effects of arctigenin were
observed at a concentration as low as 1 UM. Taken together, these
results suggest that the target molecule of arctigenin is the same in
BMMs and mature osteoclast-like cells, and NFATc] is the most
possible target of arctigenin in osteoclast-lineage cells (Fig. 6D).
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doi:10.1371/journal.pone.0085878.g005

How does arctigenin inhibit the action of NFATcl in BMMs

cultures with osteoblastic cells. These results suggest that a
and mature osteoclasts? Arctigenin induced the nuclear translo-

dominant-negative form of NFATc] processed by arctigenin can

cation of NFATc1, but not that of NF-xB in osteoclast-like cells in
the absence of RANKL. The molecular weight of NFATc] in
osteoclast-like cells was reduced to approximately 85 kDa by the
treatment with arctigenin, but not with CsA, which indicated that
arctigenin-induced modification of NFATcl. These results
suggested that arctigenin-treated NFATcl acted as the domi-
nant-negative form of NFATcl. In support of this hypothesis, the
forced expression of a ca-NFATcl mutant failed to rescue
arctigenin-inhibited osteoclastogenesis. The amount of force-
expressed ca-NFATcl was much higher than that of endogenous
NFATc! (Fig. 4B). This finding may also indicate that arctigenin
inactivate even the ca-NFATcl mutant. In addition, arctigenin,
but not CsA strongly inhibited osteoclast-like cell formation in co-

PLOS ONE | www.plosone.org

suppress both calcineurin-dependent and osteoblastic cell-depen-
dent NFATc] signals.

Arctigenin induced the nuclear localization of 85 kDa NFATcl
in osteoclast-like cells even in the absence of RANKL. In order to
determine the mechanism of the production and nuclear
localization of 85 kDa NFATcl, we performed two additional
experiments. In one experiment, hemagglutinin (HA)-tagged ca-
NFATc] (HA-ca-NFATcl) was expressed in BMMs, which were
treated with or without arctigenin. HA-ca-NFATc] protein was
similarly detected as an 85 KDa protein in BMMs even in the
presence of arctigenin (Fig. S4). These results suggest that
arctigenin treatment does not cause the fragmentation of NFATc].
NFATc] also shifted to approximately 85 kDa after treatment
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doi:10.1371/journal.pone.0085878.9g006

with CIAP (Fig. 3E). Therefore, it is possible that arctigenin the phosphorylation status will elucidate the mechanism of
enhances dephosphorylation of NFATcl. We then examined arctigenin-induced modifications of NFATc].

effects of phosphatase inhibitors such as 3,4-dephostatin [protein Interleukin 2 (IL-2) and granulocyte-macrophage colony-
tyrosine phosphatase (PTP) inhibitor], NSC87877 [SH2 domain- stinulating factor (GM-CSF) were reported to be the target genes
containing inositol phosphatase (SHIP) 1/2 and PTP1B inhibitor], of NFATcl in T cells [35,36,43]. Our preliminary experiments
okadaic acid (protein phosphatase 2A inhibitor), and sodium showed that neither the expression of IL-2 nor that of GM-CSF in
stibogluconate (SHIP1 inhibitor) on the arctigenin-induced splenic T cells was inhibited by arctigenin, while CsA suppressed
conversion of NFATcl. However, those phosphatase inhibitors the expression of both genes (Fig. S6). Unlike osteoclasts, T cells
failed to suppress the arctigenin-induced production of 85 kDa have been shown to express NFATc2 and NFATc3 as well as
NFATc! (Fig. S5). Thus, the mechanism of the arctigenin-induced NFATcl [35,44]. Therefore, other NFAT family members may
production and nuclear localization of 85 kDa NFATcl and the compensate for the loss of NFATc] activity in T cells treated with
structure-function relationship of NFATc] are still unknown. The arctigenin. The differentiation of BMMs into osteoclasts is shown
mass spectrometry analysis on the NFATc] protein to determine to be tightly regulated by NFATcl. These results suggest that the
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mhibitory action of arctigenin on NFATc] is specific for osteoclast
lineage cells. The calcinurin-dependent activation of NFATcl was
shown to be necessary for the survival of thymocytes treated with
IL-7 [38]. Treatment of thymocytes with IL-7 induced the
phosphorylation of Tyr-371 in NFATcl, and the expression of
Y371F-NFATcl enhanced the survival of thymocytes. However,
the expression of Y371F-NFATcl in BMMs failed to rescue
arctigenin-induced inhibition of osteoclastogenesis (Fig. S3). These
results suggest that the action of arctigenin on NFATc] signals is
regulated differently in osteoclast lineage cells and thymocytes.

Although NFATcl signaling was previously proposed to be
involved in the bone-resorbing activity of osteoclasts, conclusive
evidence has not yet confirmed this. The genetic deletion of
NFATCcI in the osteoclast lineage cells resulted in a deficiency in
osteoclasts [15]. Therefore, difficulties are associated with investi-
gating the precise role of NFATc] in the bone-resorbing activity of
osteoclasts. Komarova et al. demonstrated that local acidification
enhanced the bone-resorbing activity of osteoclasts through the
Ca®/ calcineurin-dependent NFATcl pathway [45]. Treating
osteoclast-like cells with RANKL induced the nuclear translocation
of NFATc! and their pit-forming activity. These results suggest that
NFATc] is also involved in the activation of osteoclast-like cells. We
showed that arctigenin inhibited the pit-forming activity of
osteoclast-like cells cultured on dentin slices. This inhibitory effect
of arctigenin was observed at a concentration as low as 1 uM.
Interestingly, arctigenin showed no inhibitory effects on actin ring
formation or the survival of osteoclast-like cells. Calcitonin and
bisphosphonates, well-known inhibitors of osteoclast function, were
shown to disrupt actin rings in osteoclast-like cells [7]. These results
suggest that NFATc] signals are involved in the bone-resorbing
activity of osteoclasts without affecting the survival or cytoskeletal
structure of osteoclasts (Fig. 6D).

In conclusion, arctigenin inhibited osteoclast-like cell formation
in BMM cultures and co-cultures with osteoblastic cells by
suppressing NFATc] signals. Arctigenin appeared to induce the
dominant negative species of NFATcl. Thus, arctigenin promises
to be a useful agent for investigating the role of NFATcl in
osteoclastic bone resorption. Further experiments will elucidate
the molecular mechanism for the inhibitory action of arctigenin on
the differentiation and function of osteoclasts.

Supporting Information

Figure S1 Effect of secoisolariciresinol on osteoclast-
like cell formation. The chemical structure of secoisolaricir-
esinol was shown. BMMs were cultured in 96-well culture plates in
the presence of RANKL and M-CSF together with increasing
concentrations of secoisolariciresinol. After cultivation for 3 days,
cells were stained for TRAP. TRAP-positive cells appeared as dark
red cells. TRAP-positive multinucleated cells containing more
than three nuclei were counted as osteoclast-like cells.

(TIF)

Figure §2 Effect of arctigenin on the differentiation of
dendritic cells. BMMs (1.5x10° cells) were cultured for 1 week
in 60-mm dishes in the presence of 20 ng/mL GM-CSF with or
without 1 uM arctigenin. Cells were analyzed for the expression of
CD1lc and CD86 by fluorescence-activated cell scanning. The
numbers in the top right corners indicate the percentages of
CD11c/CD86 double positive cells as differentiated dendritic cells.
Experiments were performed four times, and representative data
are shown.

(T1F)
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Figure $3 Effect of arctigenin on osteoclast-like cell
formation induced by the forced expression of an Y371F-
NFATcl mutant. BMMs (3x10* cells) were retrovirally
transduced with Y371F-NFATcl or control GFP, and cultured
for 2 days in the presence of 5000 U/mL M-CSF in 96-well
culture plates. Cells were further cultured in the presence of
100 ng/mL RANKL and/or 5000 U/mL M-CSF together with
or without 1 pM arctigenin. After cultivation for 3 days, cells
were fixed and stained for TRAP. TRAP-positive multinucleated
cells containing more than three nuclel were counted as
osteoclast-like cells. The results were expressed as means +/—
SD (n=4).

(TIF)

Figure $4 Effect of arctigenin on processing NFATcI.
BMMs (3x10* cell) were retrovirally transduced with a
hemagglutinin (HA)-tagged ca-NFATcl ¢DNA, and cultured for
2 days in the presence of 5000 U/mL M-CSF in 96-well culture
plates. Cells were further cultured in the presence of 100 ng/mL
RANKL and 5000 U/mL M-CSF together with or without 1 pM
arctigenin. After cultivation for 2 days, total cell lysates were
analyzed by Western blotting analysis using an anti-HA antibody
or an anti-B-actin antibody.

(TIF)

Figure S5 Eiffect of phosphatase inhibitors on the
conversion of lower molecular species of NFATcl
induced by arctigenin. Purified osteoclast-like cells (2000 cells)
were cultured in 24-well culture plates in the presence or absence
of 10 uM 3,4-dephostatin [protein tyrosine phosphatase (PTP)
inhibitor], 10 pM NSC87877 [SH2 domain-containing inositol
phosphatase (SHIP)1/2 and PTPI1B inhibitor], 0.5 pM okadaic
acid (protein phosphatase 2A inhibitor), or 100 pM sodium
stibogluconate (SHIP1 inhibitor) together with or without 1 uM
arctigenin. After cultivation for 10 min, whole cell lysates were
harvested and analyzed by Western blotting using an anti-
NFATc] antibody.

(TIF)

Figure 86 Effect of arctigenin on the expression of T
cell-related genes. Mouse splenocytes (2x10° cells) were
activated for 4 h in the presence of 1 uM jonomycin and 20 nM
PMA in 24-well culture plates. Cells were further cultured with or
without 1 uM arctigenin and 1 pg/mL CsA. After cultivation for
2h, IL-2 and GM-CSF mRNA levels were analyzed by
quantitative RT-PCR. Expression levels were normalized to Gapdh
and the values were relative to unstimulated controls. The results
were expressed as means +/— SD (n=3). * p<0.05; NS, not
significant.

(TIF)
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Objective: Early-stage oral or oropharyngeal carcinomas are often treated with surgical
resection. Resulting wounds that are too large for primary closure can be covered with skin
grafts or paiches made from various biomaterials. Recently, polyglycolic acid sheets have
been used for this purpose.

Methods: We treated six patients with large wounds resulting from the resection of oral or
oropharyngeal squamous cell carcinoma by grafiing polyglycolic acid sheet patches. All
patients wers initially treated at the National Cancer Center East Hospital from March 2010
through July 2012. After mucosal resection, the wounds were covered with polyglycolic acid
sheet paiches attached with fibrin glue. Oral intake was started 4 days after surgery.

Resulis: Mucosal resection was the initial treatment in seven patients (five with oral sgua-
mous cell carcinoma and two with oropharyngeal squamous cell carcinoma). The polyglycolic
acld sheet patches became detached in two patients {on the day of surgery and on post-
operative day 6), who then required large doses of analgesics. A patient who underwent tooth
extraction also required large doses of analgesics. The other four patients required only small
doses of analgesics. One patient had bleeding at the surgical site. No adverse effects were
caused by the polyglycolic acid sheet patch or by fibrin glue.

Conclusions: Qur study has shown that grafiing of a polyglycolic acid sheet patch is effective
and provides good pain control for patlents with large, open wounds afier mucosal resection
of oral or oropharyngeal squamous cell carcinoma. We plan to evaluate tissue contraction
and oral intake after polyglycolic acid patch grafting.

Key words: polyglycolic acid sheet — fibrin gliue — good pain conirol

OBIECTIVE use of PGA sheets to reduce postoperative complications
Early-stage oral or oropharyngeal carcinomas are often after the resection of oral or oropharyngeal carcinomas.
treated with surgical resection, Because the resulting wounds

are often too large for primary closure, they can be covered :

with skin grafts and paiches made from various biomaterials. PATIENTS AND METHODS

Skin graft leave donor-site wound and often detach withina ~ We reviewed seven patients with large wounds resulting
few days. Some biomaterials often detach in the early post-  from the resection of an oral or oropharyngeal squamous cell
operative period. Early detachment causes pain and tissue  carcinoma (SCC) which were repaired with PGA sheet
contraction, Recently, polyglycolic acid (PGA) sheets have  grafts. All patients were initially treated at the National

been used to cover wounds and to prevent bleeding and  Cancer Center East Hospital from March 2010 through July
leakage in liver and lung surgery (1—4). We evaluated the 2012 (Table 1).

© The Aunthor 2012, Published by Oxford University Press. All rights reserved.
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Table 1. Patients’ courses and outcomes

Case Sex Age Tumorsite  Stage Resection Mucosal defect Oral feeding Analgesic Complications Discharge
(mm) start (Loxoprofen) use
1 M 8  Retromolar T2NO Mucosa 22 x 42 POD 10 None None POD 11
2 M 62  Oral floor TINO Mucosa 34 x 31 POD 7 None None POD 13
3 F 64  Buccal T2ZNG Mucosa 10 % 22 POD 10 None None POD 13
mucosa
4 M 78 Hard palate TINO Mucosa, hard 34 % 34 POD 6 POD 29 None POD 12
palate
5 M 62 Softpalate  TINO Mucosa 35 %32 POD 4 Every meal PGA detached, day of POD 10
surgery
6 F 60 Softpalate  T2NO Mucosa, hard 42 x 26 POD 8 Many times Bleeding, POD7; PGA POD 12
palate detached, POD 10
7 M 52 Lower T2NO Mucosa, tooth 40 x 35 POD 4 Many times None PCD ¢
gingiva extraction )

Patients 1—4, without early sheet detachment, required no analgesics or only small doses of analgesics. In contrast, patients 5 and 6, with early sheet
detachment, required large doses of analgesics. A patient who underwent tooth extraction also required large doses of analgesics,

POD, postoperative day.

2
+ O-CH-C 3o

Figure 1. Polyglycolic acid (PGA) sheet. Soft nonwoven fabric with
elasticity.

Figure 2. Case 7, before surgery. Lower gingiva T2NO squamous cell
carcinoma. '

We indicate the patient with the defects resulting from
SCC resection could not be closed primarily and when trans-
fer of a bulky free cutaneous flap would interfere with oral
function.

After mucosal resection, the wounds were covered with
PGA sheet patches attached with fibrin glue. First, a solation
of fibrinogen was applied to the wound. Secondly, the
wound was covered with a PGA sheet that cut off one or
many pieces slightly smaller than the area of resection.
Finally, the wound was sprayed with a solution of fibrinogen
and thrombin. Oral intake was started 4 days after surgery,
and analgesics (nonsteroidal anti-inflammatory agent loxo-
profen) were administered as required. At the surgical site,
the edges of separated PGA sheets were cut off.

EQuiPMENT

Polyglycolic acid felt sheet is a soft nonwoven fabric that
becomes elastic through a special process. (Neoveil®, Gunze
Co., Ltd., Tokyo, Japan) (Fig. 1). The PGA sheet was
attached with fibrin glue derived from human blood
(Bolheal®, Chemo-sero-Therapeutic Research Institute,
Kumamoto, Japan).

RESULTS

Mucosal resection was the initial treatment in seven patients
(five with oral SCCs and two with oropharyngeal SCCs; Figs 2
and 3). The PGA sheet patches became detached in two
patients (on the day of surgery and on postoperative day 6),
who then required large doses of analgesics. A patient who
underwent tooth extraction also required large doses of
analgesics. The other four patients required no analgesics or
only small doses of analgesics (Table 1). The PGA sheets in
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Figure 3. Case 7. Mucosal resection with tooth extraction. Figure 6. Case 7. Nine days after surgery. The PGA sheet and fibrin are
observed. The edge of the PGA. sheet is covered with granulation tissue.
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Figure 4. Case 7. The mucosal defect was covered with a PGA sheet
attached with fibrin glue.

Figure 7. Twenty-two days after surgery. Most of the defect is covered with
mucosa and granulation tissue.

excellent. Wound contraction was not observed in any patient,
with or without early detachment.
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DISCUSSION

After the resection of oral or pharyngeal cancers, mucosal
defects are repaired primarily with sutures or covered with
skin grafts or various biomaterials. Skin grafts or various
biomaterials attached with sutures easily become detached
and cause pain. Because adhesion is weak between the mate-
rials and the mucosal defects, gaps can open, through which
saliva or ingested food can pass. Several authors have
reported the usefulness of PGA sheets attached with fibrin
glue for covering wounds after oral and pharyngeal surgery
these four patients detached on postoperative days 26 to 38.  (5,6). Covering wounds with PGA sheets and fibrin glue is
One patient had bleeding at the surgical site. No adverse events  simple and less time-consuming than the tie-over method or
were caused by the PGA sheet patch or by fibrin glue. In  skin grafting or the use of other artificial materials and may
patients without early PGA patch detachment, healing was  avoid the need for microvascular graft reconstruction.

Figure 5. Case 7. Six days after surgery. The PGA sheet and fibrin are
observed.
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Murata et al. (5) have reported that covering wounds with
PGA and fibrin glue reduces postoperative pain. Our report
confirms the reduction of pain, as no analgesics or only
small doses of analgesics were required by patients in whom
the PGA sheets did not detach early. In contrast, large doses
of analgesics were required by patients in whom the PGA
sheets had detached early, and one patient had bleeding.
Therefore, the use of PGA sheets and fibrin ghie for covering
open wounds after oral resection was useful for avoiding
postoperative pain.

In the present study, tissue contraction was not observed,
However, Yonezawa et al. (7) have reported that the use of
PGA sheets and fibrin glue causes early epithelialization in
experiments in rabbits. Furthermore, in the present study,
PGA sheets and fibrin glue seemed to cause early epitheliali~
zation and to reduce pain.

We plan to study additional patients in whom wounds
have been covered with PGA sheets and fibrin glue and to
evaluate tissue contraction and oral intake after PGA patch
grafting,

Products from animal tissue, such as fibrin glue, carry a
risk of blood-borne disease, However, our patients showed
excellent pain control and good healing wound. Our findings
suggest that PGA. sheets attached with fibrin glue can be
used to cover mucosal defects.

CONCLUSION

The use of PGA sheet patch grafts attached with fibrin glue
is effective and provides good pain control for patients with

large, open wounds after mucosal resection of oral or oro-
pharyngeal SCC (Figs 4-7).
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Abstract

Background: Esophageal squamous cell carcinoma (ESCQ) is
often synchronously accompanied by pharyngeal squa-
rnous cell carcinoma (PSCC). However, treatment strategies
for these synchronous cancers have not been established.
Aime To evaluate retrospectively the effects of both chemo-
radiotherapy (CRT) targeted for invasive ESCC on synchro-
nous superficial PSCC and additional endoscopic resection
(ER) for PSCC. Patients and Methods: Screening endoscopy
in the pharynx was performed in newly diagnosed ESCC pa-
tients. CRT combined with 5-fluorouracil (5-FU) and cisplatin
(CDDP) was administered to all patients. The effect on super-
ficial PSCC was only evaluated for 5-FU-CDDP chemotherapy
that excluded the pharynx from the radiation field. When
PSCC was remnant or recurrent in patients evaluated at com-
plete response (CR) of ESCC, ER was performed on the PSCC,
Results: Fourteen cases of superficial PSCC (4.0%) were
detected in 348 ESCC patients. Three PSCC reached CRin 8

ESCC-CR patients, while all 3 lesions recurred. No treatment
response was found in the remaining 11 PSCC. As a second
treatment, ER for 8 PSCC was completed in the 8 ESCC-CR
patients, with one complication due to pneumonia. Conclu-
sions: Standard 5-FU-CDDP CRT targeted for invasive ESCC
did not demonstrate a sufficient efficacy for superficial
PSCC, while ER even for PSCC after chemotherapy was cura-
tive. Copyright © 2012 5. Karger AG, Basel

Introduction

Esophageal squamous cell carcinoma (ESCC) is often
accompanied by pharyngeal squamous cell carcinoma
(PSCC) either simultaneously with the primary lesion
(synchronously) or after a period of time (metachronous-
ly). These findings have been explained by the ‘field can-
cerization’ theory that describes how repeated local expo-
sure to carcinogens contributes to the occurrence of mul-
tiple cancers in the esophageal and head and neck regions
[1]. For more than 5 decades many epidemiological stud-
ies have attributed the increased cancer risks associated
with alcohol drinking and smoking to this phenomenon
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